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3. Hydrogel polyacrylamide nanocarrier synthesis and preliminary in vitro cell assays
Size characterization of FITC-labeled hydrogel polyacrylamide nanocarriers
The diameter of the spherical hydrogel PAA-NCs was determined to be 21 ± 5 nm by SEM, which is based on the analysis of 50 individual nanocarrier structures (Fig. S3.1 
Optimization of the F3 peptide surface functionalization
The engineering of the nanoparticle surfaces with multiple targeting ligands (multivalency) has been shown to increase both their cell binding avidity and rate of internalization by the target cells. 4, 5 In addition, the density and availability of cell surface receptors, 6 as well as the targeting ligand density on the nanocarrier surface, [7] [8] [9] 
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Experimental Section
Methylthiazol tetrazolium (MTT) Assay of Endocytic Inhibitor Cytotoxicity
Suspensions of 9L and MDA-MB-435 cells, prepared in 10% FBS-supplemented RPMI-1640 and DMEM 11965 media respectively, were seeded into the wells of separate Corning 96-well microtiter
plates at approximately 10,000 cells per well, and allowed to attach to the wells for 24 hours at 37 °C in 5% MTT stock solution (prepared in either phenol red-free RPMI or DMEM media) was added to each well and mixed, followed by further incubation for 4 hours at 37 °C in 5% CO 2 humidified atmosphere. At the end of incubation, the culture media were carefully aspirated from all wells and the purple MTT formazan product in each well was solubilized by addition of 200 µL 100% DMSO solvent, followed by agitation on a rocking shaker overnight at room temperature. Absorbance readings were taken the following day at 550 nm (620 nm reference).
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Potassium depletion Assay
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